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[0 0 4 9] 

MLSlfc # It &181#B <?!>'>;* 7- >f >7&*-feU >-C«*$*Lfeas*flc*RJB^bBB 
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^JfcLTMv^^Fllip-em-Cli, i&ytitftB, ~$-%t> (ER) iJi^y 

<mmm4> mw**^ •^/n-T'^M 

CFl 1 ip-pmf&31Craj& \Z is if 2> ^WuVW^M 

mmm i z tifz&mn* t> > k * •> * > v ^ Htm • yn-r^ 

^ fliK-tr^^K^yfe>v^-PIP 3 <7)^p D n (l^M) fvOn^yx^ys 
[0 0 5 0] 

IH 5 td, CM^Ci3U-&Fllip-pmOFRET/£^ -f&fc^ 25T^ 440±10 nm 
XmmmttzCFP (480+15 nm) OfSbfc^ tYFP (535 + 12.5 nm) <7)^^S<^) 

HI5J:*K Fllip-pmOCFP/YFP^itti, ^PIP 3 (1^1) (DffiUMZ £ *) B&iz 
M4>U —fcmzm.-t2>Z.tm%mZth?Zo £*L<fc*K CFP^ t>YFP-v<7)FRET7^\ 
nPsliZ&MLXmtt&ZttfTFZtifZo Lfztf-oX, FUiv-wZM^XJtmm 

CFl 1 ip-pmfmaW-PDGFRfflfl&tC^ it ^PDGF^J^c] 

^aWJWfflfcJcJ: ^M^^tL^PIPs^t-^Fllip-pmOjS^tt^M^/Co 
[0 0 5 1] 

£1% Fllip-pm£, JfiL/J^E3fcl*&H^£## (PDGFR) Sr^tcH^-f-^CHO 
-PDGFR#fflflS^|&a$^o JflUMRft^fliaH^ (PDGF) «\ JBfflRfcfcltSPDGF 
RWlsM^iSIL, OPDGFRSrf&teftS^ PDGFRK^-r&^O 

fny^S^y^tt^ PI3Kii, Src*ilW)2 (SH2) >f >fc4bLT£jrL 

9) o 

[0 0 5 2] 

PDGF (50 ng/mL) Sr^l^^Fllip-pmSrl&mtTV^^^ V^J&Kjgsfln LfclH 
[0 0 5 3] 
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HI 6 a «£ *K PDGF (50 ng/mL) O^intci „ ^CFP/YFP^it^M^ L 
> 300#mF*3 K— jfe ^ii: j&q*B $ *Lfc 0 
[0 0 5 4] 

— ^ pi3Ko#^wia#^jT^^>. hv^-vioo rM&m^Tmmm* 

L , l^&fcPDGF £ «Hni L i: CI „ PDGFJjOj&KStl- & Fl 1 ip-pmOFRETC£8r 
a^fcKM*"*-* - t tfSfllB $ tifc (06 b) o 
[0 0 5 5] 

£Lt«fc *K Fllip-pmfi. ^MlC^v^T^SW^^^ *i£PIP3<£> 
CFl 1 ip-pmR284C^^CH0-PDGFRHHJi& iZ & If & PDGF^lJ^cD 

nmm 4&£v*5t mm^m k x n . phd#*pip 3 t l%^£*> K&mm 

m £ KtiFl 1 ip-pmR284CO JS^14 i:o^ Tj&tt L £ 0 
[0 0 5 6] 

PDGF (50 ng/mL) ^Kf|KFllip-pmR284C (EI 2 b) &§&mLtzmmKy& 
tiWLtzmv^ CFP/YFP^Jt^B#^b^EI8 a^LTto 
[0 0 5 7] 

<&%a-%M @mf?$:M2 0) Kmm.Zti& X 7 tc, Fllip-pmR284Cf;S:. PDGFJjflJ 
^^LT^^r^^^^o/io Cl*Lj;*K Fllip-pmOFRETj£^f±, PHD^H&C 

CFl 1 ip-de ll^CHO-PDCSFRfflfla is It & PDGFf 
££>K, K^^fcE?ll (MLS) 7&*&3cLTv>SFl lip-del (02 d) ZMMmiz 
JHILfcifil:, PDGF (50 ng/mL) «r^2>P t/c^OCFP/YFPI&^JfcO^NF^b* 
SI 8 b KTFLfco 
[0 0 5 8] 

Fl 1 ip-de 1 f i , PDGFJ|« J&& £ £ & ^ 0 0 
[0 0 5 9] 

itLiO. MLS**, J§l^-t*>K^^-fe>^>^m-^»ffl-7°n-r^« 
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(Fl 1 ip-emf&^CHO-PDGFRiltt K & I 1 & PDGFflJM] 
[0 0 6 0] 

mmm2 trnm^mzx Fiiip-em&cHo-PDGraj^ci^L^o 

^CK^WJ 5 t IWI«<^^?£IC i J9 mm*?VGFX~mm. U CFP/YFP#§7fcJtOjg0#^ 
[0 0 6 1] 

Fl 1 ip-em<7), CFP/YFP^Jt(iPDGF$lJMtc «fc 9 E*> K tiggfl; L^^ofc (01 
0 a) o — ^r> ^MM^*5tt^Fllip-pm(iE*>^^^^L^: (01 0 b) 0 t 
ri>U 100~150^m-Cti, Fllip-emOF*3M^4bnt^CFP/YFP^Jt{±^L, 500 
SMSlrtfc-Jfettfcatf *£fcjW*B$*Lfc (03 a) o 
[0 0 6 2] 

£*lJ:Jk PDGFfiMlc X y) „ ifl©*^^f, rtK^i5V»T<>PIP3^iiijn1- 
[0 0 6 3] 

<H»!l7> 

[0 0 6 4] 
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$ ttfcdynaminO K 5 > h * #7- 4 7*&^Hft: (DynK44A) (W&nXM. 2 1 ) 
[0 0 6 5] 

Dynaminti^T /y>HJ^77^-t* (GTPase) Tr£> 0 . PDGFR & ll" t> 
$M2 2) DynK44A(iGTPase?SttSr^v^Ti3i9. PVGFR<D? yfc&fex. 
[0 0 6 6] 

LfcstfcT^Afc £ "9 . CH0-PDGFR^J!g^^^-rDynK44A 
*f8BLfc&, PDGF (50 ng/mL) fc* »)JW*Lfclk rtMK£tf£CFP/YFPO0 

X^fz 0 — ^»J»-C*±, DynK44AO#:£TT-&, DynK44Atf>2££#T Kittle 
PDGFMtC X *) Fl 1 ip-pmOFRETJ&^]i:*> tc&& $ ftfc (EI 1 2 ) c 
[0 0 6 7] 

J£LhJ:«K fom-ZiZy Dyi)KMA<Dm$%mz£ «9 , PDFG$IJ$tK «fc ^>PIP 3 Ji» 

o 

[0 0 6 8] 

1tfc<7)^ - K 9 if > h\ >f'^'J>, 43 J: t/ii&if ^IH^- K £ & rtKrt OPIP 3 
<^»J8> 

£<7)£d CLtx> K-iM h -^^7&^mt'Jbnt^PIP 3 *iJn^§l§^ 
[0 0 6 9] 

^ J^^n y>/t^7 7^ — If — 1 B (PTP1B) £CH0-PDGFR|B 

m k & v> xm%m$L z*tfz 0 
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[0 0 7 0] 

#^tf 2 3) o Sfc, ft&lc&oT. PDGFR£^tr£##:^nv>^--tf;ds 

>mt £ *U ^r&14fb £ & -r t ibm& £ fix (##ff;iai£ 2 4 ) o 
[0 0 7 1] 

^t#<b&, ^J^^tLT^PTPlB^ h-v*$;ft£PDGFR£jiiRlft 
> ER<7)|ffl^®f IJ O^Ti-eoPDGFR^ i &PI3Ke»55& X tfmmt £ lfi#-f 2>Zt 
[0 0 7 2] 

PTPlB£CH0-PDGFR»lC^J^£-£ % Fll ip-em£ffl v*TPDGF#lJ$tf£OrtMtC 
j3lt^CYP/YFP^3«Jt<7)^B#^b^M^t. HI1 3K^L£o PDGFfiMtcJ: 
-5>PIP 3 0^iD(i. ^^^fcti.Tv>7t 0 
[0 0 7 3] 

— -ft, ISItii, Fl 1 ip-pm^rffl V^T^m £ ttfcPDGFfUMt- <£ &PIP3<7>*| flnfi 
. PTPlB<0i§fiJ^31^j: ^f^$tL^^o/c (mi 4) o dtUi, ^KJgltctePTP 

[0 0 7 4] 

JSLkJ: !K PIP3SOifJDii. ^*<; >^M^> KIM h-v^/M^^J: 
. f&&1kZthfz?mFRtfftm^ftU&W)Zti, ZtiKX l9PI3K^tt^t> PIP 3 

^tL/cPiPs^, ^>k-*m Y-^x^mmz£&ftm^<DffiAimnxz&mm 

"e£>*K ifL3> rtHtc43V^TH^$tt^PIP 3 (i|*j|I^*3^-rin situ-em^$ 
flX^^^t^m^fitZo 
[0 0 7 5] 
[S&BJ <?>£»] 
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[0 0 7 6] 
[0 0 7 7] 

gmfcx-yYV-J b-y^li, ^##^tt-fk^Hi6^>^ffl/ilfr^<, Tift 
2 5, 2 6) ^ itL^-eti, ^J&ofo*Bftfc;fev*"t\ v^KU, v>o N 

[0 0 7 8] 

Rl— <r>mM^> Y* (#U£{fPiP 3 ) ^ f(0M^>^^fol 

[0 0 7 9] 

<110> Japan Science and Technology Corporation 
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<120> Probe for visualizing lipid second messengers and method of detect 

ion and determination of lipid second messengers using the same 

<130> NP02527-SH 

<160> 6 

<210> 1 

<211> 5 

<212> DNA 

<213> Artificial Sequence 

<223> Synthesized Oligonucleotide 

<400> 1 

eaaar 5 

<210> 2 
<211> 30 
<212> DNA 

<213> Artificial Sequence 

<223> Synthesized Oligonucleotide 

<400> 2 

eaaar eaaar eaaar eaaar eaaar eaaar 30 

<210> 3 
<211> 32 
<212> DNA 

<213> Artificial Sequence 

<223> Synthesized Oligonucleotide 

<400> 3 

eaaar eaaar eaaar ggeaa areaa areaa ar 32 
<210> 4 
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<211> 35 
<212> DNA 

<213> Artificial Sequence 

<223> Synthesized Oligonucleotide 

<400> 4 

eaaar eaaar eaaar eaaar eaaar eaaar eaaar 35 

<210> 5 
<211> 11 
<212> DNA 

<213> Artificial Sequence 

<223> Synthesized Oligonucleotide 

<400> 5 

qgcmg lpcw m 11 

<210> 6 
<211> 11 
<212> DNA 

<213> Artificial Sequence 

<223> Synthesized Oligonucleotide 

<400> 6 

qgsmg lpcw m 11 

[mi] 

[H2] 

W-5&M^n^ro*JSft*^tfe«l«ifc*;H-e**o (alFllip-pm, b:FI 
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lip-pmR284C, c :Fllip-dek d I Fl lip-em) 
[IH3] 

Sr^L^BIt?2b&o (aiJirfc : Sifcfrinu b : tR 5 ?^) 
[IH4] 

- OS&WO^Sfcfll & ^ X „ CHO^flJSa $ itfcFl 1 ip-em<*>#£. j£ V -if 
-^SMK§Ste£^L.fcEIT**o (a ifiSGFPSL^HJ: DCy5**fe, b : =f 
;l^#:v-#-T&&B0DIPY--fe^ KC5-C2fefe, c : /Mfefcv-* 7* 
V7xJVy>At|fefe, d I a ~ c OSfc-g-fc-fr) 
[HI5] 

iOti^i^C^^t, CH0,«^i3lt^Fllip-pm<OFRET^ (25*C, 440 
±10 nnrei&feS-£fcCFP (480±15 nm) JgtYFP (535±12.5 nm) <D§&t&m<0 

it) <DM;mmkZ7FLt:mx*$>z 0 (^ep:^pip 3 (i^i) mn) 
[me] 

Z<D$£W<0$mMK5$\<*'C, Fllip-pm^CHO-PDGFR^ffllg^PDGF (50 ng/mL) 

DGF (50 ng/mL) ma, a I PDGF^Jn> b : Wortmaiminftta^PDGF^tn) 
10 7] 

ZO&WvmMm^&^X \ Fllip-pm^CHO-PDGFM&tCPDGF (50 ng/mL) 

: o#\ b : iooU\ c : 300#, d : 500?» 

[H8] 

Z<Dmm<DmMm^&^X^ Fllip-pmR284CS&mCH0-PDGmtt:J3 X U*Fllip-de 
If&aCHO-PDGFRfflWatCPDGF (50 ng/mL) Sr^jJDL^I^^ CFP/YFP^5feltO^0# 
mt&TFLtzmx&Zo (^ep/tfcH : PDGF (50 ng/mL) ^Sjn> a :Fllip-pmR2 
84C^ b : Fl lip-del) 
[El 9] 

Z<Dmme>$mmz&\,*X^ Fllip-em3§mCH0-PDGm«~PDGF (50 ng/mL) 

%mtoLtzf%<D, mmnmmftm&<Dm^mms& (25*0 ^l^ek?* 
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&o (a : 0#\ b I 120#\ c : 300#\ d : 600#) 
[010] 

C (^H^ <D K&^X^ Fl 1 ip-emimCH0-PDGFR»;i3 «t tfFl 1 ip-pm^C 
HO-PDGMBJ&KPDGF (50 ng/mL) &$$n Lfcl^ CFP/YFP3&7fcJt<7)^H#^ft£ 
^L^H-e^So (3cep/&!£ : PDGF (50 ng/mL) *foblk a : Fl lip-em, b : Fl 
1 ip-pm) 
[Ull] 

£<7)%W<7>mt&M\ l Z&\,*X, DynK44A^CH0-PDGFRffl^^PDGF (50 ng/mL) K 
£ ^IlLfe^, F^M^^nt^CFP/YFP^7fcJt^Bt^b*^L7tIilT^^>o 
(&ep/$uS§l ! PDGF (50 ng/mL) a : DynK44A|&5!& L ('bmfcmffl.) „ 

b ! DynK44A#§3i (PDGFflM) . c : DynK44Af§S& t (PDGfiflJSO ) 
[Hll 2] 

Z<D$&W<D$mMfci5^T, DynK44A#£5ICH0-PDGFlt«&PDGF (50 ng/mL) K 

o (^en/Wt : PDGF (50 ng/mL) ^JSJP. a : DynK44A3§3L b I DynK44A3&5!& 
L) 

[HI 3] 

£ O^B^ <7) K&^T, Fl 1 ip-em & fflv^TPTPlB £ iifOH^ $ -e^CHO-PDG 

fmi&^pdgf^^d Ltzm^nrnK^n^cYP/wp^y^m^o^mm^TTs t 

T^IHT^^o (£c£P/Mi : PDGF (50 ng/mL) »k a : FIPlBjflfHim* b IP 
TPIB^J^^ L) 
[HIl 4] 

£ (Dmnvmrnm k&v>t, fi 1 i P -em£ffi ^xvTpiB^mm^ $ -^^cho-pdg 
fr» kpdgf £ » l ?t m^mm K&if& cYP/YFpmyt&mskvmmmt & m 

LtzmT$>& 0 (^ep/M:PDGF (50 ng/mL) a : FIPlB«*|f&3i* b 

: PIPlBiftS8lf&S& L) 
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2 mm * # > k * y * > v * 

31 ^feffl (CFP) 

32 Sfcfeffl (YFP) 

41 wm% } ) yx-mq 

42 pja:^'; >^-@e^ij 

43 m«fe*SPfe 

44 PfiJlt^ 1 ; >*-EyiJ 

5 JRJD&fU£$l 

6 J§ISr-t#> y-fe>v-Y- 

7a J§|Jf -fc *>K*yfe>V* -^*fTOM 
7b HK-fe*> yb>yt-*#T« 

8 m 
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[07] 
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[Ull] 
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